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Background: Yacon (Smallanthus sonchifolius) is a root crop native to the Andean region. Low sexual reproductive
capacity is amajor constraint facing the genetic breeding of this crop. Biotechnological techniques offer alternative
ways to widen genetic variability. We investigated somaclonal variation in regenerants of yacon derived from
in vitro somatic embryogenesis using simple sequence repeat (ISSR) analysis and ﬂow cytometry.
Results: Twenty tested ISSR primers provided a total of 7848 bands in 60 in vitro regenerants and control plant. The
number of bands for each primer varied from 3 to 10, and an average of 6.95 bands was obtained per ISSR primer.
Eight primers were polymorphic and generated 10 polymorphic bands with 7.19% mean polymorphism. ISSR
analysis revealed genetic variability in 6 plants under study. These regenerants had Jaccard's distances 0.104,
0.020, 0.040, 0.106, 0.163 and 0.040. Flow cytometric analysis did not reveal changes of relative nuclear DNA
content in regenerants suggesting that the plants obtained via somatic embryogenesis had maintained stable
octoploid levels.
Conclusions: Our ﬁndings show that indirect somatic embryogenesis could be used in yacon improvement to
widen genetic variability, especially when low sexual reproductive capacity hinders classical ways of breeding.© 2014 Pontiﬁcia Universidad Católica de Valparaíso. Production and hosting by Elsevier B.V.
Open access under CC BY-NC-ND license.1. Introduction
Yacon [Smallanthus sonchifolius (Poepp. and Endl.) H. Robinson] from
the Asteraceae family is a perennial herb native to the Andean region
and is known to have been cultivated since pre-Inca times. Yacon storage
roots are a particularly abundant source of fructooligosaccharides,
consisting of a series of inulin type β (2→ 1) fructans, which have a
positive effect on human health [1,2]. The aerial part of yacon shows
strong antimicrobial activity [3], and the whole plant contains phenolic
compounds with antioxidative activity [4].
In different landraces, there appears to be signiﬁcant variation
in morphological traits [5], as well as in antioxidative activity and
fructooligosaccharide content [6]. However, genetic divergence among
landraces, as revealed by molecular markers, is very low. This can be).
d Católica de Valparaíso.
araíso. Production and hosting by Elsexplained because of high levels of vegetative propagation and long
term selection for desired agronomic traits in yacon [7]. Moreover, low
germination of pollen, few achenes with seeds and low seed viability
cause sexual reproduction of yacon to be very rare [8].
Low sexual reproductive capacity is also a major constraint facing
genetic breeding of this crop [8]. Biotechnological techniques, such as
induction and selection of somaclonal variation, in vitro chromosome
doubling and genetic transformation offer alternative ways to widen
genetic variability of the crop [9]. Numerous studies have been reported
on in vitro propagation of S. sonchifolius via shoot tips, axillary buds or
somatic embryos [10,11,12]. Nevertheless, in these studies, genetic
ﬁdelity of regenerated plants had not been assessed, though especially
the presence of a disorganized growth phase in tissue culture is
considered as one of the factors that may cause somaclonal variation
[13]. Although occurrence of uncontrolled variation during the culture
process is mostly an unexpected and undesired phenomenon [14], it
can also be an important tool for plant breeding via generation of
new varieties with useful agronomic traits [13].
Somaclonal variation resulting frompointmutations or the activation
of mobile elements can be detected by DNA-basedmarker systems, such
as randomly ampliﬁed polymorphic DNA (RAPD), ampliﬁed fragment
length polymorphism (AFLP), simple sequence repeat (SSR) and interevier B.V. Open access under CC BY-NC-ND license.
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RAPD, high cost of AFLP and the need to know the ﬂanking sequences
to develop species speciﬁc primers for SSR polymorphism are the
major limitations of the ﬁrst three methods. ISSR marker is a technique
that overcomes most of these limitations. Moreover, it is a very simple,
fast, cost-effective, highly polymorphic and reliable method [17]. It
requires only a small quantity of a DNA sample and it does not need any
prior sequence information to design the primer [18], thus it is suitable
for the assessment of the genetic variation among in vitro regenerants.
The use of ﬂow cytometry for detection of DNA content is also a very
convenient method to reveal somaclonal variation in regenerated plants,
as in vitro cultivation is also being associated with ploidy level changes
[13,19]. Especially in vitro long-term cultivation, plant regeneration
via indirect morphogenesis and preexistence of ploidy variation in
explant of polysomatic species may result in ploidy instability of in vitro
regenerated plants [20,21]. Flow cytometry has several advantages
compared to other methods; unlike chromosome countings, it is a rapid
method for ploidy testing since it allows the examination of large
numbers of cells as well as different types of tissues and cell layers [22].
In the present study, we examined somaclonal variation in plants
regenerated via somatic embryogenesis, where somatic embryos were
initiated using different growth regulators at various levels. Two
methods were employed, ISSR markers and ﬂow cytometry. To our
knowledge this is the ﬁrst report in S. sonchifolius on the assessment
of somaclonal variation in regenerated plantlets from indirect somatic
embryogenesis.
2. Materials and methods
2.1. Plant material
Experiments were carried out on an octoploid clone of S. sonchifolius
(2n= 8x= 58), originated in Ecuador. In vitro plants were cultured on
MSmedium [23] containing 1 mg l-1 thiamine, 100mg l-1myo-inositol,
30 g l-1 sucrose and 8 g l-1 agar, at pH 5.7. Cultures were maintained for
30 d at 25/23°C under a 16/8 h light/dark regime with 36 μmol m-2 s-1
coolwhiteﬂuorescent light. Youngpetioleswere excised from theplants.
The petioles were cut into ca. 5 mm long segments and placed with the
abaxial surface toward the medium, ﬁve pieces to each ﬂask. These
segments were used as an initial culture for somatic embryogenesis
experiments.
2.2. Regeneration of plants via somatic embryogenesis
Petiole segmentswere cultivated in Erlenmeyer ﬂasks (100ml)with
25 ml of MS medium containing 30 g l-1 sucrose, 1 mg l-1 thiamine,
100mg l-1myo-inositol, 8 g l-1 agar (pH 5.7) and different plant growth
regulators (PGRs) at various concentrations. The treatments consisted
of combinations of 2,4-dichlorophenoxyacetic acid (2,4-D) at a
concentration of 1 mg l-1 and either zeatin or N6-benzyladenine (BA)
at concentrations 0.01, 0.05, or 0.1 mg l-1. Of these media, two were
adopted from the study of Correa et al. [12] in this experiment, namely
2,4-D (1mg l-1) in combination with BA (0.01mg l-1, or 0.1mg l-1). The
media were denoted as A, B, C, D, E, F in order of appearance. Medium
without PGRs was used as control. Cultures were maintained at 25/23°C
under a 16/8 h light/dark regime with 36 μmol m-2 s-1 cool white
ﬂuorescent light. After 8 weeks of culture, proembryogenic calli were
periodically subcultured onto the same medium every 20 d. A total of
20 explants were used per treatment in two replications.
The proembryogenic calli were transferred into Erlenmeyer ﬂasks
(100 ml) with 25 ml of embryo induction medium. Full strength MS
medium without PGRs, containing 30 g l-1 sucrose, 1 mg l-1 thiamine
and 100mg l-1myo-inositol and 8 g l-1 agar (pH 5.7) was used. The cul-
tures were kept at 25/23°C under a 16/8 h light/dark regime. A total of
ten calli were used per treatment in three replications.In vitro regenerated plants were isolated and transferred individually
to MS medium, and maintained together with control plants in a
sustainable manner described above, with regular subcultures of
30–40 d. All in vitro experiments were arranged as a completely
randomized design. Statistical analysis of data obtained from
ﬂow cytometric analysis, was performed by analysis of variance
(ANOVA) and the signiﬁcantly different means were identiﬁed by
using the Tukey's HSD test (p = 0.05) [StatSoft STATISTICA 9.0].
2.3. Histological analysis of embryogenic structures
To comﬁrm regeneration of plants via somatic embryos,
proembryogenic callus and somatic embryos at the cotyledonary
stage were ﬁxed by immersion in 50% FAA (formaldehyde:acetic
acid:ethanol:water, 1:1:9:9) for 48–96 h. Dehydration was carried
out according to standard procedureswith tissues being passed through
ethanol–butanol dehydration series, followed by embedding in parafﬁn
wax at 58–60°C [24,25]. The parafﬁn blocks were cut into ribbons of
thin sections (13 μm) with a rotary microtome (Thermo Shandon
Finesse, UK). The microtome sections were stained with 0.1% alcian
blue in 3% acetic acid and 0.1% nuclear fast red in 5% Al2(SO4)3 [26]
and photographed under a Nikon Eclipse 80i (Nikon, Japan)microscope
equipped with a camera Nikon Digital Sight DS-5Mc (Nikon, Japan).
In total, 60 randomly selected regenerated plants were subjected to
molecular and ploidy analysis. Evaluation was performed immediately
after plant regeneration, and after the third subculture.
2.4. Flow cytometric analysis
Flow cytometry measurement was performed using a Partec II
ﬂow cytometer (Partec GmbH, Monster, Germany) equipped with
an HBO mercury arc lamp. Sample preparation followed the two-step
methodology according to Dolezel et al. [27]. Approximately 1 cm2 of
leaf tissue from both the sample and an appropriate amount of internal
reference standard (Bellis perennis L., 2C=3.38 pg; Schonswetteer et al.
[28]) were chopped with razor blade in 0.5 ml of ice-cold Otto I buffer
(0.1 M citric acid, 0.5% Tween 20). The suspension was ﬁltered through
a 42-μm nylon mesh and incubated for 10 min at room temperature.
The staining solution consisted of 1 ml of Otto II buffer (0.4 M
Na2HPO4.12H2O) supplemented by AT-selective ﬂuorescent dye
4′,6-diamino-2-phenylindol and 2-mercaptoethanol in ﬁnal
concentrations of 4 μg ml-1 and 2 μl ml-1, respectively. After a
5 min incubation at room temperature, the samples were analysed
with a ﬂow cytometer. The stained nuclei were analysed at a
concentration of 5000 per sample. Obtained histograms were
evaluated using the FloMax software (ver. 2.4d; Partec GmbH,
Münster, Germany). For each analysed sample, DNA-ratios were
counted by dividing the mean of the dominant (G0/G1) peak of the
yacon sample by the mean of the G0/G1 peak of the internal standard.
Coefﬁcient of variation of the G0/G1 peaks was also recorded.
2.5. DNA extraction and ISSR analysis
Total DNA was extracted from leaf material obtained from 60
regenerated plantlets and initial plant material was used as control.
From the fresh leaves were taken the samples of about 100 mg weight.
For the extraction of genomic DNA the Invisorb® Spin Plant Mini Kit
(Stratec Molecular, Germany) was used. Twenty ISSR primers (The
University of British Columbia Biotechnology Laboratory, Canada)
were tested. Polymerase chain reaction (PCR) ampliﬁcations were
performed in a 20 μl reaction volume containing 1 μl of template DNA
at concentration 50 ng μl-1, 0.5 μl of primer at concentration 0.5 μM,
10 μl PPP Master Mix (Top-Bio, Czech Republic), 0.2 μl BSA (Fermentas,
Germany), 8.3 μl PCR H2O (Top-Bio, Czech Republic). Ampliﬁcations
were performed in a T100™ Cycler (Bio-Rad, USA). The PCRwas carried
out with modiﬁcations of the annealing temperature to optimize the
Table 1
Primers used in ISSR polymorphism analysis, number and size of ampliﬁed fragments.
Primers code
(UBC)
Sequence
5′–3′
Annealing temperature
(°C)
Total number of
bands ampliﬁed
Number of scorable
bands per primer
No. and frequency of polymorphic
bands per primer
Polymorphic
regenerants
Range of ampliﬁcation
(pb)
UBC807 (AG)8T 46.5 420 7 0 350–1000
UBC809 (AG)8G 48.0 420 7 0 450–1250
UBC810 (GA)8T 50.0 540 9 0 300–1350
UBC823 (TC)8C 47.5 232 4 2 (50%) A6, E1, E9, F5, F9 700–1300
UBC824 (TC)8G 48.0 600 10 0 300–1100
UBC828 (TG)8A 50.0 420 7 0 550–2500
UBC829 (TG)8C 52.5 480 8 0 500–1300
UBC834 (AG)8YT 52.0 239 4 1 (25%) F5 300–1200
UBC835 (AG)8YC 50.0 420 7 0 350–2500
UBC836 (AG)8YA 48.0 423 9 1 (11%) B8, E1, F5 500–2000
UBC840 (GA)8YT 46.5 478 8 1 (11%) E9, F5 180–1000
UBC841 (GA)8YC 52.0 423 9 2 (22%) A6, F5 200–1300
UBC844 (CT)8RC 47.5 297 5 1 (20%) A6, E9, F5 600–1250
UBC845 (CT)8RG 47.5 179 3 1 (33%) F5 800–1300
UBC847 (CA)8RC 52.5 360 6 0 550–2000
UBC851 (GT)8CT G 52.5 540 9 0 650–1900
UBC854 (TC)8RG 50.0 180 3 0 500–1300
UBC855 (AC)8YT 53.0 360 10 0 700–1350
UBC856 (AC)8YA 54.0 597 10 1 (10%) A6, E9, F5 500–1300
UBC873 (GACA)4 46.5 240 4 0 1000–1300
Total 7848 139 10 (7.19%)
104 I. Viehmannova et al. / Electronic Journal of Biotechnology 17 (2014) 102–106reaction for individual primers. The cycling conditions were as follows:
initial denaturation step for 5min at 94°C, followed by 40 cycles of 1min
at 94°C (denaturing), 1 min at speciﬁc annealing temperature (Table 1),
2 min at 72°C (extension), and 1 cycle for 10 min ﬁnal extension step at
72°C. Electrophoretic separation was performed with 5.5 μl of ampliﬁed
products on 2% agarose gel in 1× TBE buffer. Gels were run for about
3–3.5 h at 55 V. DNA ampliﬁcation products were stained with SYBR®
Safe DNA Gel Stain (Invitrogen, USA).
The PCR reaction for each ISSR primer was performed in two
repetitions, only clear and completely reproducible bandswere included
in data evaluation. The bands were scored as presence (1) and absence
(0) for each regenerant and control plant and were transformed into a
binary character matrix. Genetic dissimilarity was calculated with
Jaccard's distances using Darwin 5.0 software [29].
3. Results and discussion
In our experiment, callus from petiole segments started to appear
by the 3rd week on all initiation media tested. These calli were
yellowish-green, friable and fast growing. Histological examination
conﬁrmed numerous meristematic tissues consisting of small and
dense cells in the callus, suggesting proembryogenic structure formation
(Fig. 1a). The induction frequency of proembryogenic callus in the
treatments varied from 70 to 100%. The maturation of somatic
embryos and development into plantlets was achieved after transfer
of proembryogenic calli to induction media without auxin as was
reported in the previous study by Correa et al. [12]. Histological analysis
conﬁrmed the bipolar character of developed structures and showed no
vascular connection with the callus. Successful regeneration of plantsFig. 1. Somatic embryogenesis in yacon. (a) Proembryonic callus with meristematic centres (ba
embryo (bar, 1.5 mm). (Ct: Cotyledon; Hy: Hypocotyl; ME: Meristematic Centres; Ra: Radicle;via somatic embryogenesis (Fig. 1b, c) was achieved from each of the
tested initiation media and in vitro plantlets did not show any evident
morphological abnormalities. Ten randomly selected plants from the
six treatments were subjected to ISSR and ﬂow cytometric analysis to
reveal potential somaclonal variation.
3.1. ISSR and ﬂow cytometric analysis
All 20 tested ISSR primers provided clear and scorable bands with
satisfactory intensity. A total of 7848 bands were generated from the
control plant and 60 in vitro regenerants. The size of the ampliﬁcation
fragments ranged from 180 to 2500 bp. The number of bands for each
primer varied from 3 to 10, and an average of 6.95 bands was obtained
per ISSR primer. Eight tested primers generated polymorphic bands,
most of which provided one polymorphic band from their DNA proﬁles.
Only ‘UBC823’ and ‘UBC841’ generated two polymorphic bands. Fig. 2
shows polymorphic ampliﬁcation patterns obtained with ISSR primer
‘UBC834’. The total polymorphism scored is given in Table 1. In four
initiationmedia tested (i.e.A, B, E and F) at least one variable regenerant
in a different primer fragment proﬁle was revealed. Regenerant F5 was
detected as the most variable, showing polymorphism in primers
`UBC823', `UBC834', `UBC836', `UBC840', `UBC841', `UBC844', `UBC845'
and `UBC856'. In most primers, polymorphic bands were absent in
the DNA pattern of variable regenerants when compared to that
one of the control plant, with the exception of primers ‘UBC836’ and
‘UBC841’ where extra bands were scored.
The ISSR data was used to calculate the Jaccard's distances. It
revealed rather lower genetic variability in tested samples, i.e. 0.104,
0.020, 0.040, 0.106, 0.163 and 0.040 for the regenerants A6, B8, E1, E9,r, 0,5 mm). (b) Early cotyledonary embryo (bar, 0.8 mm). (c) Germinated well developed
SA: Shoot Apex).
Fig. 2. ISSR proﬁle of control plant and in vitro regenerants (F1–F10) of S. sonchifolius using
primer ‘UBC834’ (L: ladder; CP: control plant).
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compared to the control plant, indicating no genetic variation.
ISSR analysis was found to be a reliable method, enabling rapid
evaluation of somaclonal variability by fast scanning of the whole
genome as reported by Rathore et al. [30]. In our case, the method
revealed genetic variability in 6 among 60 plants under study. Eight
primers were polymorphic and generated 10 polymorphic bands with
7.19% mean polymorphism. Similarly, many recent studies have used
ISSR analysis to determine somaclonal variation of in vitro regenerants,
e.g. in Nothapodytes foetida 7.53% polymorphism [31], in Aloe vera 15.1%
polymorphism [30], and in Cymbopogon pendulus 9.4% polymorphism
[32] was detected. Since ISSR analysis is not effective in detection of
epigenetic changes, Linacero et al. [33] applied a modiﬁed method of
ISSR using methylation sensitive restriction enzymes to digest DNA,
followed by PCR ampliﬁcation, to detect both epigenetic and genetic
changes in somatic-embryo derived plants of Secale cereale. In yacon,
however, detailed research on epigenetic changes still need to be
carried out.
PCR-based markers can be used for genetic discrimination purposes
to locate and isolate mutations linked to these markers [19], however,
some important variations like genomicmutationsmay not be detected
[34]. For this reason, ploidy level detection is a useful complementary
approach [19].Fig. 3. Representative ﬂow cytometric histograms documenting the relative DNA content of in v
as “*” corresponds to the internal reference standard (Bellis perennis).Linear histograms of relative nuclear DNA content showed in all
cases two peaks, the ﬁrst corresponding to somatic nuclei arrested in
the G0/G1 phase of the cell cycle, and belonging to the internal standard
Bellis perennis, and the second representing nuclei of the yacon sample
in the G0/G1 phase (Fig. 3a, b). The DNA-ratios of regenerated plantlets,
obtained fromdifferent initiationmedia, varied from1.708 to 1.722, and
they were not signiﬁcantly different to that of the control plant (1.709),
suggesting that the plants obtained via somatic embryogenesis had
maintained stable octoploid level. Coefﬁcients of variation did not
exceed 2.48 in any of the measurements. Absence of alterations in
ploidy level indicates that there is no correlation between molecular
and genomic changes.
Somaclonal variation in termsof genome changes is usually associated
with aneuploidy or polyploidy [35]. In many diploid and tetraploid
species, increase of ploidy level in regenerants was reported, especially
whenplantswere recovered from long-termcallus or suspension cultures
[20,36]. Octoploid yacon, however, seems to be stable and not susceptible
to ploidy level alteration, as demonstrated also in a previous study
where extremely low frequency of polyploids was obtained after
in vitro induction of polyploidization bymeans of colchicin and oryzalin
[37]. Moreover, histograms in the present study showed only two peaks,
indicating no polysomaty. Thus, pre-existence of ploidy variability in
initial explants might be excluded.
To our best knowledge, no study on somaclonal variation in
plants of yacon regenerated via somatic embryogenesis has been
made before. ISSR markers proved to be a powerful technique to
reveal somaclonal variation. Based on our results, it can be concluded
that somatic embryogenesis probably may not be favourable for
large-scale propagation and conservation purposes in yacon, as the
risk of genetic instability cannot be excluded. Nevertheless, it
seems to be an effective technique to widen genetic variability and
it can be used in yacon improvement, especially when low sexual
reproductive capacity hinders classical ways of breeding. Besides,
somatic embryos may serve as a valuable source for studies of
biochemical, physiological and morphological processes during
embryo developmental stages, as the lack of zygotic embryos in
yacon does not allow us to carry out this type of research.Acknowledgements
This researchwasﬁnancially supported by an InternalGrant Agencyof
the Czech University of Life Science Prague CIGA (Project No. 20115004)
and an Internal Grant Agency of Faculty of Tropical AgriSciences, Czech
University of Life Sciences Prague IGA (Project No. 20135119).itro plants. (a) Control plant; (b) Randomly selected in vitro regenerant. The peak indicated
106 I. Viehmannova et al. / Electronic Journal of Biotechnology 17 (2014) 102–106References
[1] Goto K, Fukai K, Hikida J, Nanjo F, Hara Y. Isolation and structural analysis of
oligosaccharides from yacon (Polymnia sonchifolia). Biosci Biotechnol Biochem
1995;59:2346–7. http://dx.doi.org/10.1271/bbb.59.2346.
[2] Grau A, Rea J. Yacón — Smallanthus sonchifolius (Poepp. & Endl.) H. Robinson. In:
Hermann M, Heller J, editors. Andean roots and tubers: Ahipa, arracacha, maca
and yacon. Promoting the conservation and use of underutilized and neglected
crops. Rome: Gatersleben/IPGRI; 1997. p. 199–242.
[3] Lin F, Hasegawa M, Kodama O. Puriﬁcation and identiﬁcation of antimicrobial
sesquiterpene lactones from yacon (Smallanthus sonchifolius) leaves. Biosci
Biotechnol Biochem 2003;67:2154–9. http://dx.doi.org/10.1271/bbb.67.2154.
[4] Campos D, Betalleluz-Pallardel I, Chirinos R, Aguilar-Galvez A, Noratto G, Pedreschi
R. Prebiotic effects of yacon (Smallanthus sonchifolius Poepp. & Endl), a source of
fructooligosaccharides and phenolic compounds with antioxidant activity. Food
Chem 2012;135:1592–9. http://dx.doi.org/10.1016/j.foodchem.2012.05.088.
[5] Lebeda A, Dolezalova I, DziechciarkovaM, Dolezal K, Frcek J. Morphological variability
and isozyme polymorphism in maca and yacon. Czech J Genet Plant Breed
2003;39:1–8.
[6] Lachman J, Fernández EC, Viehmannova I, SulcM, Cepkova P. Total phenolic content of
yacon (Smallanthus sonchifolius) rhizomes, leaves, and roots affected by genotype. N Z J
Crop Hortic Sci 2007;35:117–23. http://dx.doi.org/10.1080/01140670709510175.
[7] Milella L, Martelli G, Salava J, Fernández E, Ovesna J, Greco I. Total phenolic content,
RAPDs, AFLPs and morphological traits for the analysis of variability in Smallanthus
sonchifolius. Genet Resour Crop Evol 2011;58:545–51.
http://dx.doi.org/10.1007/s10722-010-9597-x.
[8] Mansilla R, López C, Flores M, Espejo R. Reproductive biology study in ﬁve accessions
of Smallanthus sonchifolius (Poepp. & Endl.) Robinson. Ecol Appl 2010;9:167–75.
[9] Takagi H, Sugawara S, Saito T, Tasaki H, Lu YX, Guan KY, et al. Plant regeneration via
direct and indirect adventitious shoot formation and chromosome-doubled
somaclonal variation in Titanotrichum oldhamii (Hemsl.) Solereder. Plant Biotechnol
Rep 2011;5:187–95. http://dx.doi.org/10.1007/s11816-011-0172-5.
[10] HamadaM, Hosoki T, Kusabiraki Y. Mass propagation of yacon (Polymnia sonchifolia)
by repeated node culture. Plant Tissue Cult Lett 1990;7:35–7.
http://dx.doi.org/10.5511/plantbiotechnology1984.7.35.
[11] Mogor G,Mogor AF, LimaGPP. Bud source, asepsis and benzylaminopurine (BAP) effect
on yacon (Polymnia sonchifolia) micropropagation. Acta Horticult 2003;597:311–3.
[12] Correa CM, De Oliveira GN, Astarita LV, Santarem ER. Plant regeneration through
somatic embryogenesis of yacon [Smallanthus sonchifolius (Poepp. and Endl.) H.
Robinson]. Braz Arch Biol Technol 2009;52:549–54.
http://dx.doi.org/10.1590/S1516-89132009000300005.
[13] Bairu MW, Aremu AO, Van Staden J. Somaclonal variation in plants: Causes and
detection methods. Plant Growth Regul 2011;63:147–73.
http://dx.doi.org/10.1007/s10725-010-9554-x.
[14] Karp A. Origins, causes and uses of variation in plant tissue cultures. In: Vasil IK,
Thorpe TA, editors. Plant cell and tissue culture. Dordrecht: Kluwer Academic
Publishers; 1994. p. 139–52.
[15] Phillips RL, Kaeppler SM, Olhoft P. Genetic instability of plant tissue cultures:
Breakdown of normal controls. Proc Natl Acad Sci U S A 1996;91:5222–6.
http://dx.doi.org/10.1073/pnas.91.12.5222.
[16] Aversano R, Di Dato F, Di Matteo A, Frusciante L, Carputo D. AFLP analysis to assess
genomic stability in Solanum regenerants derived from wild and cultivated species.
Plant Biotechnol Rep 2011;5:265–71. http://dx.doi.org/10.1007/s11816-011-0181-4.
[17] Reddy MP, Sarla N, Siddiq EA. Inter simple sequence repeat (ISSR) polymorphism
and its application in plant breeding. Euphytica 2002;128:9–17.
http://dx.doi.org/10.1023/A:1020691618797.
[18] Lakshmanan V, Venkataramareddy SR, Neelwarne B. Molecular analysis of genetic
stability in long-term micropropagated shoots of banana using RAPD and ISSR
markers. Electron J Biotechnol 2007;10.
http://dx.doi.org/10.2225/vol10-issue1-fulltext-12.[19] Jin SX, Mushke R, Zhu HG, Tu L, Lin ZX, Zhang YX, et al. Detection of somaclonal
variation of cotton (Gossypium hirsutum) using cytogenetics, ﬂow cytometry and
molecular markers. Plant Cell Rep 2008;27:1303–16.
http://dx.doi.org/10.1007/s00299-008-0557-2.
[20] Pontaroli AC, Camadro EL. Somaclonal variation in Asparagus ofﬁcinalis plants
regenerated by organogenesis from long-term callus cultures. Genet Mol Biol
2005;28:423–30. http://dx.doi.org/10.1590/S1415-47572005000300015.
[21] Nakano M, Nomizu T, Mizunashi K, Suzuki M, Mori S, Kuwayama S, et al. Somaclonal
variation in Tricyrtis hirta plants regenerated from 1-year-old embryogenic callus
cultures. Sci Hortic 2006;110:366–71. http://dx.doi.org/10.1016/j.scienta.2006.07.026.
[22] Dhooghe E, Van Laere K, Eeckhaut T, Leus L, VanHuylenbroeck J. Mitotic chromosome
doubling of plant tissues in vitro. Plant Cell Tissue Organ Cult 2011;104:359–73.
http://dx.doi.org/10.1007/s11240-010-9786-5.
[23] Murashige T, Skoog F. A revised medium for rapid growth and bio assays with
tobacco tissue cultures. Physiol Plant 1962;15:473–97.
http://dx.doi.org/10.1111/j.1399-3054.1962.tb08052.x.
[24] Svobodova H, Albrechtova J, Kumstyrova L, Lipavska H, Vagner M, Vondrakova Z.
Somatic embryogenesis in Norway spruce: Anatomical study of embryo development
and inﬂuence of polyethylene glycol on maturation process. Plant Physiol Biochem
1999;37:209–21. http://dx.doi.org/10.1016/S0981-9428(99)80036-9.
[25] Gelalcha S, Hanchinal RR. Histological analysis for rust resistance in wheat (Triticum
aestivum L.). Afr Crop Sci Conf Proc 2003;6:363–6.
[26] Benes K, Kaminek M. The use of aluminium lake of nuclear fast red in plant material
successively with alcian blue. Biol Plant 1973;15:294–7.
http://dx.doi.org/10.1007/BF02922713.
[27] Dolezel J, Greilhuber J, Suda J. Flow cytometry with plant cells. Weinheim:Wiley-VCH;
2007.
[28] Schonswetter P, Suda J, Popp M, Weiss-Schneeweiss H, Brochmann C. Circumpolar
phylogeography of Juncus biglumis (Juncaceae) inferred from AFLP ﬁngerprints,
cpDNA sequences, nuclear DNA content and chromosome numbers. Mol Phylogenet
Evol 2007;42:92–103. http://dx.doi.org/10.1016/j.ympev.2006.06.016.
[29] Perrier X, Jacquemond-Collet JP. DARwin software. http://darwin.cirad.fr/darwin;
2006 . [Accessed 23 June 2012].
[30] RathoreMS, Chikara J,Mastan SG, RahmanH, AnandKGV, ShekhawatNS. Assessment
of genetic stability and instability of tissue culture-propagated plantlets of Aloe vera L.
by RAPD and ISSR markers. Appl Biochem Biotechnol 2011;165:1356–65.
http://dx.doi.org/10.1007/s12010-011-9352-6.
[31] Chandrika M, Rai VR, Thoyajaksha. ISSR marker based analysis of micropropagated
plantlets of Nothapodytes foetida. Biol Plant 2010;54:561–5.
http://dx.doi.org/10.1007/s10535-010-0100-5.
[32] Bhattacharya S, Bandopadhyay TK, Ghosh PD. Somatic embryogenesis in Cymbopogon
pendulus and evaluation of clonal ﬁdelity of regenerants using ISSRmarker. Sci Hortic
2011;123:505–13. http://dx.doi.org/10.1016/j.scienta.2009.10.011.
[33] Linacero R, Rueda J, Esquivel E, Bellido A, Domingo A, Vazquez AM. Genetic and epi-
genetic relationship in rye, Secale cereale L., somaclonal variation within somatic
embryo-derived plants. In Vitro Cell Dev Biol-Plant 2011;47:618–28.
http://dx.doi.org/10.1007/s11627-011-9407-y.
[34] Cuesta C, Ordas RJ, Rodríguez A, Fernández B. PCR-based molecular markers for
assessment of somaclonal variation in Pinus pinea clones micropropagated in vitro.
Biol Plant 2010;54:435–42. http://dx.doi.org/10.1007/s10535-010-0079-y.
[35] Larkin PJ, Scowcroft WR. Somaclonal variation — a novel source of variability from
cell cultures for plant improvement. Theor Appl Genet 1981;60:197–214.
http://dx.doi.org/10.1007/BF02342540.
[36] Clarindo WR, Carvalho CR, Mendonca MAC. Ploidy instability in long-term in vitro
cultures of Coffea arabica L. monitored by ﬂow cytometry. Plant Growth Regul
2012;68:533–8. http://dx.doi.org/10.1007/s10725-012-9740-0.
[37] Viehmannova I, Fernández E, BechyneM, Vyvadilova M, Greplova M. In vitro induction
of polyploidy in yacon (Smallanthus sonchifolius). Plant Cell Tissue Organ Cult
2009;97:21–5. http://dx.doi.org/10.1007/s11240-008-9494-6.
